Acid orange 74 (AO74) is a chromium-complex monoazo acid dye widely used in the textile industry. Due to being highly toxic and non-biodegradable, it must be removed from polluted water to protect the health of people and the environment. The aim of this study was twofold: to evaluate the biosorption of AO74 from an aqueous solution by utilizing HCl-pretreated Lemna sp. (HPL), and to examine dye desorption from the plant material. The maximum capacity of AO74 biosorption (64.24 mg g -1 ) was reached after 4 h at the most adequate pH, which was 2. The biosorption capacity decreased 25% (to 48.18 mg g -1 ) during the second biosorption/desorption cycle and remained essentially unchanged during the third cycle. The pseudo-second-order kinetics model concurred well with the experimental results of assays involving various levels of pH in the eluent solution and distinct initial concentrations of AO74. NaOH (0.01 M) was the best eluent solution. The Toth isotherm model best described AO74 biosorption equilibrium data. FTIR analysis confirmed the crucial role of HPL proteins in AO74 biosorption. SEM-EDX and CLSM techniques verified the effective biosorption/desorption of the dye during the three cycles. Therefore, HPL has potential for the removal of AO74 dye from wastewaters. OPEN ACCESS Citation: Reyes-Ledezma JL, Uribe-Ramírez D, Cristiani-Urbina E, Morales-Barrera L (2020) Biosorptive removal of acid orange 74 dye by HClpretreated Lemna sp.. PLoS ONE 15(2): e0228595.
Introduction
Azo dyes are aromatic compounds that constitute the largest and the most important group of synthetic dyes [1, 2] . Metal-complex azo acid dyes are widely used in the textile industry due to their light and wet fastness properties [3] . They have an affinity to protein fibers and polyamide but not to cellulosic fibers. Their structure includes solubilizing groups (e.g., hydroxyl, carboxyl and amino) [4] capable of forming coordination complexes with metal ions, mainly chromium, copper, cobalt, iron and nickel. The metal-complex dyes most frequently found in industry are those containing chromium [1] .
Acid orange 74 (AO74), a chromium-complex monoazo acid dye, is an efficient resource of industry employed mainly for coloring wool, silk, nylon, leather and polyamide fiber [1] . Its chromium ion bound to the azo group provides great stability to the dye structure during its PLOS ONE | https://doi.org/10.1371/journal.pone.0228595 February 6, 2020 1 / 29 a1111111111 a1111111111 a1111111111 a1111111111 a1111111111 in a Glen Creston mill and the powder was sifted through ASTM standard sieves to obtain 0.3 to 0.5 mm particles, which were rinsed in 0.05 M HCl for 4 h under continuous agitation in an All Sheng orbital shaker at 140 rpm. The resulting HPL was washed several times with distilled deionized water (until the wash water reached neutral pH) before being dried at 60˚C for 48 h. By applying techniques detailed in the AOAC handbook [29, 30] , proximate chemical analysis was performed to characterize HPL. An evaluation of the zeta potential of HPL suspensions (1 g L -1 ) was carried out at room temperature (rt) and at different pH values (1.0-11). Such suspensions were examined in a Zeta Plus ZA to determine the net surface charge in each case.
Biosorption studies
The kinetics of biosorption was assessed, exploring the impact of pH by running assays with distinct values of this parameter (1.5-5) . Briefly, 120 mL of AO74 dye solution at 30 mg L -1 was placed in a 500 mL Erlenmeyer flask and the biosorbent was added at a concentration of 1 g (dry weight) L -1 . Subsequently, the flask was agitated in an All Sheng™ orbital shaker (140 rpm) at rt for 24 h. The pH was maintained at a constant level throughout each assay by adding a 0.1 M HCl or NaOH solution. Samples were collected at different times and centrifuged (Sol-Bat™ Centrifuge C-600) at 3000 rpm for 5 min. The supernatant was appropriately diluted in distilled water to quantify the residual dye concentration in a UV/VIS spectrophotometer (Genesys™ 10 UV/Visible, Thermo Electron Scientific Instruments Corporation) at 478 nm. The best pH for biosorption was 2.0. Another important parameter considered was the effect of the initial AO74 dye concentration on biosorption. Hence, the kinetics of biosorption was observed using various dye concentrations (15-300 mg L -1 ) with solutions at a pH of 2.0, while maintaining other experimental conditions similar to those previously described. The time-dependent biosorption capacity of AO74 was determined as follows:
Where C 0 is the initial dye concentration (mg L -1 ) at t = 0 h, C res is the residual concentration of the dye at any specific time t (mg L -1 ) and M is the biosorbent concentration (g L -1 ). At equilibrium, C res = C e and q tB = q eB .
Theoretical biosorption capacities were analyzed with assorted kinetics models ( Table 2) . Biosorbent-free controls were run simultaneously with the dye biosorption evaluations, utilizing exactly the same settings. All assays were conducted in triplicate.
Desorption studies
In order to select the best eluent solution for AO74 desorption, a sample of AO74-loaded HPL was prepared by mixing 1 g L -1 of HPL with a concentrated solution of AO74 dye (300 mg L -1 ) at pH 2.0. Subsequently, the mixture was shaken at 140 rpm for 24 h at rt, then centrifuged at 3500 rpm for 15 minutes to separate the AO74-loaded biosorbent, which was washed with distilled deionized water and centrifuged (maintaining the conditions previously described). This procedure was repeated two more times to remove any excess dye. The saturated biosorbent was finally dried at 60˚C for 48 h and stored to await desorption testing.
Desorption assays were initially performed with distinct eluent solutions: water (at rt, 18˚C), NaOH (0.1 M), Na 2 CO 3 (0.1 M), NaHCO 3 (0.1 M), NH 4 NO 3 (0.1 M), NaCl (0.1 M), (NH 4 ) 2 SO 4 (0.1 M), NaH 2 PO 4 (0.1 M), HCl (0.1 M) and acetone (1% v/v). To establish the best solution for desorption, 1 g L -1 of AO74-loaded HPL was placed in each of these eluents and the corresponding mixture was stirred constantly at 140 rpm for 3 h at rt. Upon completion of the time, the different suspensions were centrifuged and the supernatants were properly diluted to obtain the eluted dye concentration spectrophotometrically at 478 nm. Desorption was quantified as a percentage by applying the following formula:
Where % Des is the percentage of dye desorption after 3 h, C D is the eluted dye concentration at the same time point (mg L -1 ), C 0 is the initial dye concentration in the solution (mg L -1 ), q e is Table 2 . Kinetic models of biosorption/desorption.
Model Equation Parameters
Pseudo-first-order
Pseudo-secondorder the maximum amount of dye contained in AO74-loaded HPL (equivalent to the previously determined equilibrium biosorption capacity in mg g -1 ), and X is the concentration of dyeloaded HPL (g L -1 ). After identifying which eluent solution showed the highest percentage of AO74 desorption from dye-loaded HPL, assays were carried out to ascertain its optimal concentration. The eluent concentration with the best desorption performance was used in further studies.
Analysis of biosorption/desorption cycles
Biosorption/desorption cycles were evaluated for biosorbent reusability. The first biosorption step involved an AO74 solution at a concentration of 200 mg L -1 and a pH of 2. The initial dye concentration was established spectrophotometrically. Subsequently, 1 g L -1 of HPL was added and the mixture was stirred constantly (140 rpm) for 6 h at rt. Meanwhile, samples were collected and centrifuged under the same conditions to monitor the residual concentration of the dye in the supernatant as well as the biosorption capacity (q tB ). Upon completion of the six hours, all the remaining suspension was centrifuged. The saturated biosorbent was washed with distilled deionized water to remove any excess dye and then dried at 60˚C for 48 h.
AO74-loaded HPL was subjected to the first desorption process. 1 g L -1 of dye-loaded biosorbent (dry weight) was added to the best eluent solution and the mixture was stirred at 140 rpm for 3 h at rt. Samples were taken periodically to measure the concentration of the dye in the solution, thus allowing for the calculation of the desorption capacity (q tD ). Finally, the resulting suspension was centrifuged and washed with distilled deionized water to recover the eluted biosorbent. This in turn was dried at 60˚C for 48 h.
The desorption capacity (q D ) was determined with the following equation:
Where q tD is the desorption capacity (mg g -1 ), C tD and C 0 are the dye concentrations (mg L -1 ) at any specific time t (h) or at 0 h (t 0 ), and X is the concentration of dye-loaded HPL (g L -1 ).
The procedure was repeated three times to scrutinize the samples for any possible change in biosorption and/or desorption capacity. A portion of the saturated and desorbed biosorbent from each cycle was retained for the FTIR and SEM/EDX studies.
Biosorption and desorption kinetic modeling
The kinetics of biosorption and desorption of AO74 by HPL was examined with different theoretical models ( Table 2) .
Where q t is the capacity of biosorption (q tB )/desorption (q tD ) at time t (h), and q e is the predicted capacity of equilibrium biosorption (q eB )/desorption (q eD ) given by the model.
The correlation coefficient (R 2 ), the sum of squared error (SSE), and the root mean standard error (RMSE) were calculated in order to select the most suitable model [31] . A comparison was then made between the experimental data and theoretical values.
Fourier-transform infrared (FTIR) spectroscopy
FTIR spectra were recorded for AO74-unloaded and AO74-loaded HPL to evaluate changes in the functional groups of the biosorbent caused by the presence of the dye, and to identify possible functional groups involved in biosorption. Accordingly, AO74-unloaded and AO74-loaded HPL were dried in an oven at 105˚C until a constant weight was reached, thus assuring the removal of all retained water that might interfere with the detection of functional groups on the surface of the biosorbent. Each of these biosorbents (loaded and unloaded) were finely ground and mixed with spectroscopic grade KBr powder at a ratio of 1:5. Samples were analyzed by using FTIR spectroscopy (Perkin-Elmer 2000 equipped with a diffuse reflectance accessory, DRA-FTIR) in the range of 4000-400 cm -1 with 16 scans at a resolution of 4 cm -1 .
Scanning electron microscopy/energy dispersive X-Ray spectroscopy (SEM/ EDX)
SEM/EDX analysis was employed to examine modifications in the structure of the HPL surface resulting from the biosorption and subsequent desorption of AO74. Samples of AO74unloaded and AO74-loaded HPL were dried for 24 h, then covered with coal to be observed under a high-resolution scanning electron microscope (HR-SEM JEOL model JSM7800F) at an accelerating voltage of 15 kV.
Confocal laser scanning microscopy (CLSM)
Confocal laser scanning microscopy (CLSM) was used to verify the biosorption of AO74 dye by HPL as well as the desorption of the dye from this plant material. For this study, HPL, AO74 and AO74-loaded HPL and AO74 unloaded HPL were dried at 60˚C before carrying out CLSM on an LSM-710 NLO microscope (Carl Zeiss, Germany) with a fluorescence detection range of 417-729 nm. The samples were mounted directly on glass slides. The autofluorescence signal measurements of the samples were made on the ZEN software of an LSM 710 confocal microscope. Scanning was performed with the EC Plan-Neofuar 10x/0.3 objective.
Statistical analysis
Data are expressed as the mean ± SEM. All calculations were made on GraphPad Prism 1 software version 7.0. Significant differences were determined by analysis of variance (ANOVA with Tukey's test and an overall confidence level α = 0.05). All theoretical values of the kinetic models of biosorption and desorption were compared to the experimental data by non-linear regression analysis.
Results and discussion
The present results evidence the removal of AO74 dye by HPL and not by abiotic factors.
Biosorbent characterization
Proximate chemical analysis. The constituents of HPL were established by proximate chemical analysis (Table 3) . Lemna is well-known for its high level (up to 50%) of carbohydrates (raw fiber + nitrogen free extract). The content of proteins is about 20%-30%, of minerals (as ash) 12-25% and of lipids <5%. This composition renders it ideal for use in the formulation of animal feed. Additionally, it is currently being investigated in relation to biofuel production [32, 33, 34, 35] . [34] , identifying the main carbohydrates in the cell wall as cellulose, pectin and hemicellulose. Linoleic acid was detected in the lipid composition and phenolic compounds were found. Gusain and Suthar [35] reported an elevated ash content (approx. 18%), attributed to calcium, silicium, magnesium, sodium, potassium, sulfur and phosphorus [32, 36, 37] .
The present characterization of HPL revealed a high carbohydrate and protein content, suggesting that the active biosorption sites contained in these components could have played an important role in the removal of the AO74 dye.
Zeta potential and point of zero charge. The zeta potential ( Fig 2) of AO74 dye was negative at all levels of pH tested (due to its anionic nature), while the biosorbent surface produced a positive value for this parameter in solutions having a pH below 2.56. Therefore, the AO74 dye was drawn towards sorption sites in the solutions with pH<2.56. The point zero charge (PZC) of HPL was pH = 2.56. As the pH increased, the zeta potential decreased up to -35.16 mV because the functional groups on the HPL surface become more negatively charged at higher pH. Due to the difference in electrical charge between the dye and the biosorbent surface, electrostatic attraction is probably one of the main sorption mechanisms involved in the removal of AO74 by HPL.
According to the proximate chemical and FTIR analyses (see the following results), the two main components of HPL are carbohydrates and proteins. The hydroxyl, carboxyl, amide and amino functional groups of these components may be responsible for conferring a charge to the surface of the biosorbent. 
Biosorption studies
Effect of pH on the biosorption capacity of HPL for AO74. The kinetics of the biosorption of HPL for AO74 was examined at different pH values. The capacity of this biosorbent was relatively low (11.08 mg g -1 ) at pH 1.5 compared to that obtained with a slight increment in pH (Fig 3) . Thus, a solution with high acidity caused damage to the biosorbent structure, possibly explaining the reason for the reduction in dye removal capacity after 3 hours.
At pH 2, an equilibrium biosorption capacity of 13.51 mg g -1 was reached in 2 h. At pH 3 a maximum equilibrium biosorption capacity of 14.43 mg g -1 was achieved in 5 h. Contrarily, there was a decline in biosorption capacity at pH 4 and 5. The determination of the zeta potential revealed negatively charged biosorption sites at pH 4 and 5, which probably hindered dye biosorption due to the repulsion between the dye and the biosorbent. At the latter pH values, the decline in biosorption capacity was notable at 24 h of the assay. Table 4 presents the experimental equilibrium biosorption capacity (q eB exp), time required to reach equilibrium (t e ), constants for each of the models tested (q e1 , k 1 , q e2 , k 2 , A, B, k p and v) and error functions (R 2 , SSE and RMSE).
The pseudo-second order equation yielded the highest correlation coefficients (R 2 ) and the lowest error functions compared to the other models. Thus, this model best described the kinetics of AO74 biosorption at the different pH values. The continuous lines in Fig 3 depict the pseudo-second-order model predictions. The points at which HPL caused an evident decrease in dye concentration were not considered in the pursuit of a kinetic model. Since time is an important factor for the feasibility of a process, pH 2 was selected as optimum for the removal of AO74 by HPL, and therefore was used in further studies.
Effect of the initial AO74 concentration on biosorption capacity. When testing the biosorption kinetics of AO74 at various initial concentrations (Fig 4) , it was found that an increase in the initial concentration (from 15 to 300 mg L -1 ) led to a rise in the biosorption capacity of HPL (from 6.17 to 64.24 mg g -1 ).
It was previously reported that the initial dye concentration provides the driving force for overcoming the mass transfer resistance between the sorbate and the biosorbent in the solution [38] . A higher initial concentration of the sorbate enhances the probability of it colliding with the biosorbent, thus improving the biosorption capacity. In accordance with this idea, the uptake capacity was about 5% greater at 300 versus 200 mg L -1 of AO74. On the other hand, a small or null increment in the biosorption capacity reveals that no more sorption sites are available for dye removal and the maximum uptake value has been reached [39] .
The experimentally evaluated kinetic parameters included the equilibrium removal capacity (q eB exp) and the time required to reach equilibrium (t e ) ( Table 5) .
Compared to all the other kinetic models, the pseudo-second-order equation herein rendered higher correlation coefficients (R 2 ) and lower SSE and RMSE values. Consequently, it is considered the most appropriate model for describing biosorption kinetics at different initial dye concentrations. Hence, the continuous lines in Fig 4 are based on the values calculated with the pseudo-second-order model. Hubbe et al. [40] reported that the kinetic data for the removal of metals ions and dyes from a wide variety of cellulosic materials (including the biosorbent of the present study) fits this model. At an initial dye concentration of 15 mg L -1 , k 2 = 1.685 g mg -1 h -1 and the biosorption equilibrium was reached in 0.25 h. At 300 mg L -1 , k 2 = 0.059 g mg -1 h -1 and equilibrium was reached in 4 h. According to these results, a higher initial dye concentration gave rise to a lower k 2 value and a longer time to reach equilibrium. The value of k 2 plays an important role in scaling [41] .
Biosorption isotherm
For each initial dye concentration tested, the equilibrium biosorption capacity (q eB ) was related to the residual dye concentration in the solution (C e ). The respective data were fitted to two-and three-parameter isotherm models (Table 6) (R 2 , SSE and RMSE) obtained. The use of isotherm models helps to explain surface properties of the biosorbent and sorbate as well as the affinity between the two. Some models can estimate maximum biosorption capacity [42, 43] . Fig 5 shows the experimental q eB versus C e and the behavior predicted by the two-(A) and three-parameter (B) biosorption isotherm models.
The isotherm parameters predicted by the models chosen to analyze the data are listed in Table 7 , as are the corresponding error functions (R 2 , SSE and RMSE).
When comparing error functions (Table 7) , it becomes apparent that the correlation coefficients of three-parameter models are generally higher than those of two-parameter models. The Freundlich, Temkin and Halsey models did not approximate the experimental isotherm. The two-parameter models showing the best description of the experimental data were Langmuir and Dubinin-Radushkevich. However, the maximum biosorption capacity predicted by Langmuir (101.9 mg g -1 ) was much greater than the experimental value (64.24 mg g -1 ). Although the Dubinin-Radushkevich isotherm predicted an equilibrium biosorption capacity close to the experimental value (63.84 mg g -1 versus 64.24 mg g -1 ), the estimated R 2 value was low (0.93). Hence, these models were not apt for calculating the equilibrium of AO74 biosorption by HPL.
Of the three-parameter models, the Toth isotherm best represents the experimental results (q m = 64.23 mg g -1 , R 2 = 0.997, SSE = 13.25, RSME = 1.376). The value of n T (0.223) indicates the heterogeneous character of the biosorption system under study. This model was selected as the best for depicting the AO74 biosorption equilibrium achieved by HPL. The Toth isotherm is a useful empirical equation for describing heterogeneous adsorption systems at low and high sorbate concentrations. It assumes a quasi-Gaussian energy distribution, implying that the most efficient binding sites have a sorption energy below the mean value [44] . McKay et al. [45] demonstrated the suitability of the Toth isotherm for estimating the experimental equilibrium sorption of Acid Yellow 117 (AY117), Acid Red 114 (AR114) and Acid Blue 80 (AB80) on activated carbon. Likewise, Han et al. [46] identified the same isotherm model as the most appropriate for biosorption of Neutral Red by peanut shells.
Regarding the biosorption of AO74 by traditional sorbents, no previous report exists, to our knowledge, that could serve as a basis of comparison for the current data on the maximum experimental removal capacity or the values of the parameters indicating the best model for predicting biosorption equilibrium. Only two descriptions were found in the literature related to the removal of AO74. Sharma and Dutta [5] studied the photocatalytic degradation of this dye and Gurbuz et al. [47] treated an AO74-polluted effluent with a bio-composite, employing Aspergillus niger for the decolorization of the dye.
Desorption studies
An examination of dye desorption provides insights into the biosorption process and mechanism. The adequate selection of an eluent solution allows for biosorbent regeneration and Table 6 . Isotherm models.
Model Equation Parameters
Langmuir makes the treatment process more economical and feasible [48] . The recovery of a sorbate enables it to be reused, thus avoiding disposal in the environment and the consequent damage to ecosystems. Hence, desorption should be considered as an important step in the design of a bioremediation strategy. Fig 6 shows the ten eluent solutions used to test the desorption of AO74 from AO74-loaded HPL as well as their corresponding pH values. The percentage of dye desorption (% Des) attained with distilled deionized water was very low (12.7%). If water had completely eluted the dye, the binding of the sorbent to the sorbate would have been accomplished through weak bonds [49] . Alkaline solutions (pH >8) promoted the greatest percentage of desorption: NaOH (100%), Na 2 CO 3 (60%) and NaHCO 3 (50%).
Redlich-Peterson
The pH of the solutions could be a pivotal factor in explaining these results. At higher pH values there was a greater negative charge of the biosorbent surface, according to the determination of the zeta potential. Hence, alkaline solutions may boost electrostatic repulsion between the biosorbent and the anionic dye, leading to the elution of AO74. Solutions having a pH close to neutral or in the acidic range induced a maximum of 12% dye recovery. The present findings concur with a previous report describing the enhancement of anionic dye sorption under acidic conditions and of desorption under alkaline conditions [10] . Accordingly, it was decided to examine the kinetics of desorption by utilizing various concentrations of NaOH as the eluent solution (Fig 7) . At the lowest concentrations (0.001 and 0.005 M), it was not possible to desorb 100% of the dye from AO74-loaded HPL. At all other concentrations, the dye was completely desorbed (64.24 mg g -1 ). Within the range of 0.01 to 0.1 M, an increment in the concentration of NaOH resulted in a shorter time (from 0.5 to 0.2 h) to accomplish 100% desorption of the dye and reach desorption equilibrium (t eD ). At a higher concentration of NaOH (0.5 M), contrarily, the time to reach t eD increased to 0.75 h ( Table 8) .
Zhang and Wang [39] studied the desorption of nickel (II) from a nanocomposite (lignocellulose/montmorillonite). They observed enhanced desorption capacity with an greater concentration of HNO 3 , attributed to the fact that a rise in the concentration of H + ions in the solution increased the concentration gradient between Ni 2+ and H + and consequently intensified the driving force of the desorption process by an ion-exchange mechanism. At very high acid concentrations, on the other hand, an excessive rise in the concentration of H + ions may have exacerbated electrostatic repulsion with the nickel ions and therefore inhibited desorption.
Among the various theoretical models presently employed for calculating the kinetic parameters of desorption (Table 8) , the pseudo-second-order model best fitted experimental data (continuous lines in Fig 7) , as was found for biosorption as well.
According to the results, a concentration of 0.01 M NaOH was able to completely remove the dye from AO74-loaded HPL in a short time, thus maintaining the structural integrity of the biosorbent. Hence, this hydroxide concentration was utilized in the rest of the assays.
Biosorption and desorption cycles
The biosorbent was examined during three biosorption and desorption cycles to analyze possible changes in the corresponding capacities of HPL and NaOH (Fig 8) .
The biosorption equilibrium capacity of the first cycle was 64.24 mg g -1 . Although this parameter diminished considerably (25.1%) in the second cycle to 48.11 mg g -1 , from the second to the third cycle there was no significant change (q eB = 47.5 mg g -1 approx.). The dye removal rate decreased over the three cycles, reflected in the k 2 values of the pseudo-secondorder model (Table 9A) , which best described the experimental kinetic data. Although desorption with 0.01 M NaOH was efficient during all three cycles (achieving 100% removal of the dye from the AO74-loaded biosorbent), a significant difference was detected in the desorption capacity between the first and second cycles. The kinetic behavior was similar during the second and third cycles, but evidently slower in the latter, as revealed by the lower k 2 value (Table 9B ). This finding suggests a deterioration of the biosorbent. It is likely that the extreme pH conditions involved in removing (pH 2) and subsequently eluting (pH 12) AO74 caused a loss of some biosorption sites.
FTIR analysis
The FTIR spectrum of HPL ( Fig 9A) displayed a broad band at 3900-3300 cm -1 due to the stretching vibration of -OH and −NH groups. The absortion peak at 2929 cm -1 was assigned to the C-H group [25] . Among the other frequencies, 1733 and 1716 cm -1 were assigned to the stretching of the -COO-group [20] , 1654 cm -1 to the C = O group of amide I, 1542 and 1523 cm -1 to the C-N stretching and N-H bending of amide II produced by the proteins in the biosorbent [25, 50] , and 1457 cm -1 to the phenolic O-H vibration [20] and C-O stretching of the carboxylates [24] . Furthermore, 1374 cm -1 was attributed to C-N stretching, O-H bending and the presence of sulfur-and phosphorus-containing compounds [51] . The 1339 cm -1 frequency was ascribed to the C-H vibration in cellulose [50] or the N-H bond of the amine group [52] , 1232 cm -1 to C-O stretching (suggesting the presence of hemicellulose) [35] , and 1155 and 1078 cm -1 to the C-O-C and -OH vibration of polysaccharides [20, 50, 53] . The latter bands can also be assigned to the Si-O bond and to the phosphate groups commonly occurring in aquatic biomass [37] . FTIR spectra of HPL and dye-loaded HPL for the three cycles ( Fig 9A, 1B-3B ) showed an absence of bands at 1733, 1716, 1542 and 1339 cm -1 following AO74 biosorption. These peaks are characteristic of carboxyl and amide groups, which evidently playing an important role in dye uptake. In another study, the carboxyl and amide groups were identified as the biosorption sites for arsenic ions on the cell wall of Lemna minor [53] . In the current contribution, the vibration frequency at 1155-1078 cm -1 decreased after AO74 biosorption, probably caused by a modification in the polysaccharide structure of the plant cell wall or the removal of the Si-O and/or phosphate group (the latter prompted by the acidic pH used for biosorption).
A similarity should be found between the FTIR spectra of HPL at the beginning of the first cycle and AO74-desorbed HPL at the end of each cycle (Fig 9B, 1D-3D ). Subsequent to the first dye elution, the reappearance of the peaks at 1734 and 1716 cm -1 indicates an apparent recovery of the carboxyl groups, although they were weaker than in the original HPL spectrum. Moreover, there was a remarkable reduction in the intensity of the bands ranging from 1654 to 1457 cm -1 and from 1232 to 1078 cm -1 , the expected frequencies for the amide and −OH groups as well as the polysaccharide-C-O-C bond. These changes may be due to the effect of the eluent solution (NaOH) on proteins and some soluble polysaccharides [54] . The results suggest a likely decline in the number of active biosorption sites following the first cycle, which would explain the lower biosorption capacity during the second and third cycles. Additionally, a comparison of fingerprint regions (800 and 400 cm -1 ) of the biosorbent at the end of each of the three cycles demonstrates the existence of differences in its structure.
The FTIR analysis corroborated the relevance of the amide groups in the removal of AO74 by HPL. This is consistent with the fact that the metal-complex acid dyes are good for coloring materials containing nitrogen, such as polyamide fibers, silk, nylon, wool and leather [1, 55] .
SEM/EDX analysis
The SEM/EDX analysis was carried out on the biosorbent (HPL) as well as dye-loaded HPL and dye-unloaded HPL at the end of the first and third steps of biosorption ( Fig 10) and desorption (Fig 11) .
The SEM/EDX images of HPL ( Figs 10A and 11A) show a net-like biomaterial with a large number of deep pores irregular in shape and size. No chromium was detected on the HPL surface. No significant structural modifications were found in HPL subsequent to the first biosorption step ( Fig 10B) . The pores seem to have lost depth and the surface appears smoother than in dye-unloaded HPL, possibly due to the interaction between the dye and the biosorption sites. Nevertheless, after the third step of biosorption ( Fig 10C) , a dense surface with smoother pores emerged, indicating a structural alteration in the biosorbent.
Upon completing the first and third steps of desorption, the biosorbent had not completely recovered its original structure (Fig 11B and 11C) . Although HPL regained its net-like shape in some areas, conglomerates can be seen in other areas, causing a decline in the number of pores and available contact surface for dye removal. These structural changes in the biosorbent revealed by SEM micrographs and FTIR spectra may explain the reduced capacity of HPL for the biosorption of AO74 during the second and third cycles.
EDX analysis corroborated the presence of chromium at the point of biosorbent saturation (Fig 10B and 10C) . The chromium ion constitutes the heavy metal in AO74, being responsible for its high toxicity and persistence in the environment. This observation corroborates dye biosorption by HPL. EDX spectra of the eluted biosorbent ( Fig 11B and 11C ) demonstrated the absence of chromium, verifying that the 0.01 M NaOH solution completely removed the dye from the HPL surface, as indicated by desorption kinetics. According to the SEM/EDX results, the acidic conditions for dye removal followed by alkaline treatment for its elution could possibly be aggressive to HPL, thus modifying its structure and affecting its biosorption capacity for subsequent cycles.
CLSM analysis
Confocal microscopy is based on the fluorescent property of some compounds. Components in these compounds absorb and emit light at certain wavelengths, producing what is known as primary fluorescence or autofluorescence [56] . In the current contribution, CLSM was performed to verify the presence of the AO74 dye on the HPL structure after the biosorption process. The micrograph for HPL displayed a peak characteristic of fluorescence emission signaling at 676 nm, while that for AO74 exhibited such characteristic peaks at 539, 576 and 676 nm. Chlorophyll, carotenes and xanthophylls are known to absorb and emit light in plants, and therefore are considered the source of their primary fluorescence [56, 57] . The autofluorescence of azo dye molecules, on the other hand, is produced by their aromatic components. Since not all emission signals of HPL and AO74 overlap, the components responsible for generating the signals could be distinguished from one another in the CLSM analysis.
CLSM images are shown for the first (Fig 12A-12C ) and third steps ( Fig 12D-12F ) of biosorption. Fluorescence is portrayed in green for HPL ( Fig 12A and 12D ) and in red for AO74 ( Fig 12B and 12E) . The overlap is also illustrated (Fig 12C and 12F) . The micrographs demonstrate that the AO74 dye was on the surface of HPL after biosorption. Contrarily, the CLSM micrographs of the first and third steps of the desorption process show the fluorescence (in green) of HPL ( Fig 13A and 13D , respectively) and the absence of the fluorescence of the dye (Fig 13B and 13E, respectively) . These results confirm the complete removal of AO74 from the surface of HPL. The current study evidences the utility of the CLSM technique for corroborating the uptake of a sorbate on a biosorbent. To date, few reports exist on the use of this technique to examine the sorption of heavy metals [58, 59, 60] and dyes [61] .
Conclusions
HPL herein exhibited a remarkable capacity (64.24 mg g -1 ) for the biosorption of AO74 from an aqueous solution at pH 2. The pseudo-second-order model was the most suitable for describing the biosorption kinetics of solutions having different pH values and initial concentrations of the dye. The Toth isotherm model was the best for explaining biosorption data at equilibrium, pointing to the heterogeneous nature of the HPL surface.
According to the evaluation of desorption, 0.01 M was an appropriate concentration of NaOH for three effective biosorption-desorption cycles. Although biosorption capacity decreased (64.24> 48.11> 47.04 mg g -1 ), the dye was completely removed from AO74-loaded HPL during each cycle.
FTIR spectroscopy revealed that the carboxyl and amide groups of the proteins of HPL constitute the main biosorption sites for dye removal. Additionally, it showed a loss of HPL proteins and polysaccharides during the three cycles. SEM micrographs displayed a change in the structure of HPL after the third step of AO74 biosorption. Hence, polysaccharides from the plant also play a key role in the biosorption of AO74 by HPL. Both SEM/EDX and CLSM images verified the presence of the dye on the surface of HPL.
The performance of HPL during three biosorption-desorption cycles strongly suggests that HPL is an effective and low-cost biosorbent. Furthermore, the ability to carry out desorption of AO74 from HPL avoids the generation of toxic sludge in the biosorption process. 
